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Sir: 

t, Allison Huhcl, Ph.D., declare and say a5 foDows: 

1 I am the inventor of subject matter claimed in The above-id^tjfieU 

appli&atiop. l make this Declaration in sx^iport of the pat^xtability of the claims of the 
abovc4dcati£[od application, 

2- ttie Otfice Action dated April 16, 2001, the Exdminor rejected clatnis I - 
12, l4^24and3U36utiacr35U-S.C. § 102(b)asanticfparedby,oraltiimati^^^ 

U.S.C- § 103(a) as obvious over, the LAREX Material Data Safety Sheet or WO 

97/3^4 /2, and rejected claims 1-12, 14-24 and 26 under 35 U.S.C. § lQ2(a) as anticipated 

by, or alternatively under 35 US.C. § i03{tt) a3 obvious over, WO 97/35472. 

3- The LAREX Mateiial Safety Data Sheet relates that CeUsq)'^ powder 
contains al least 99% arabinogalactan (AG), and that AO is approved as a food additive 
by the FDA. The LAREX Technical Data Sheet also discloses that Cellsep™ powder is a 
medium for density gradient cell «parattpn which provides superior resolution of a wide 
variety of cell types and cellular organelles, and that CcUsep**^ iaotonic solutions arc 
available for lymphocytes and platelets, 

WO 97/35472 generally discloses that AO-containing ciyopresetvation 
media may be eiupluyod wiUi a vaiicty of cell typcy including blood ijclls, although the 
only data provided in the WO 97/35478 specification is for seven lines of immortalized 
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mammalidn celly. Tliese scvot lines wcie ixoz&n in six different znedid, five of ^^ch 
contained AG; medium 3 had 50% AG, medium 4 had 20% AO and 10% DMSO» 
medium 6 had li% AG and 20% serum. medium 2 had 10% AG and 20% DMSO, and 
medium 5 had 10% AG. 10?/d DMSO and 20% fierum. Medium 1 had 10% DMSO and 
20% acnim (no AG), WO 97/35472 fiOao describes a general n^ethnd of freezing cells 
(page 8 and Example 2). WO 97/35472 conchides that AG ^can be used to replace serum 
in a standard jhreezing medium, in a formulation -with DMSO, for all cell types studied" 
and that firee;ting in 50% w/v AG was bettei or equivalent to the standard media for 5/7 
cell types tested. 



5 . The pending claims are directed to compositions comprising AG, which 

arc suitflhle fur the cryoprescrvation of certain cell typcs> i.e., fircahly isolated 
lymphocytes, stem cells or lym{Aocytos which have been modified ex vivo. A variety of 
interrelated factors influence the ability of cells to survive the stresses of freezing and 
thawing. Those fectors include but are not limited to: (1) the compoaition of the 
cryoproservQtion solution; (2) the temperature history of the 5anq}le dufing cooling (e.g.^ 
cooling rate); 4nd (3) the biological and biophysical characteristics of the cell/tisauc being 
fiuzcn. Some coll types, e.g., granulocytes, cannot be cryopreserved at all. 

6- A cryop^eaervation soluliun typically iachidea a balanced salt solution 

such as tissue culture medium supplemented with one or monre cryoprotective agents. 
These agents may include large molecular weight polymers or molecules, such as AG, 
thai cannot penetrate the cell meitiJiranc by passive diffusion- These cryopiotective 
agents influence the freezing bcbayipf- qf tl^e solution principally by changing tho phase 
diagram uf the solution- 



7. The remperatufe l^jstory is typically described in temis of a cooling rate. 

During rapid cooling, there is ^^^f^fficirast t||De for water to leave the ccU in response to 
the increase in extraeellnlar aol|ition concei^t|^q^ Wulting from the removal of water in 



the fonn of ice (due to freezing). Undercoo 



\G cell relative to the extracellular 
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solution results in intraceUular ice foamatioji, a lethal event, while slow ooolijag cajj result 
in excessive dehydration of the cell which is also damagizis to the cell. The lelative 
wato- conlont of a cdi doling fireeziag is a fbnction Of the cell type» with each cell type 
cxhihUiiig iu own imique biophysical cfaaracteri^cSy and the solution coznposiliun in 
which the cell is suspended. 



S< The graph below shows the post*thaw survival and the <;^timai cooling 

rate for red blood cells cryopreserved in glycerol-contajning ciyoprefiervation $oIutions. 
As shown in this graph, both the optimal survival and the cooling rate at which lliis 
survival i$ observed v^uy with the compositidn of the solution. 
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9. McGrath ^n<} Low Temwratpp Biotechnology, Emerging 

Applications and EnginBflrifj| p(^g|ributions \^ 380 {1988), a copy of the 
Contents is attached f>^fo). fltjpfprizing tijfp 9fm^y different studies, relate that 

p wido lange of permeabilities to 
^jp^prr^le, for the sizme 



cells which can be succea; 
water (several orders of 




